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Abstract
Themost prominent brain region evaluating the significance of external stimuli immediately after their onset is the amygdala.
Stimuli evaluated as being stressful actuate a number of physiological processes as an immediate stress response. Variation in
the serotonin transporter gene has been associated with increased anxiety- and depression-like behavior, altered stress
reactivity and adaptation, and pathophysiology of stress-related disorders. In this study the instant reactions to an acute
stressorweremeasured in a serotonin transporter knockoutmousemodel. Mice lacking the serotonin transporterwere verified
to bemore anxious than their wild-type conspecifics. Genome-wide gene expression changes in the amygdala weremeasured
after the mice were subjected to control condition or to an acute stressor of one minute exposure to water. The dissection of
amygdalae and stabilization of RNA was conducted within nine minutes after the onset of the stressor. This extremely short
protocol allowed for analysis of first wave primary response genes, typically induced within five to ten minutes of stimulation,
and was performed using Affymetrix GeneChip Mouse Gene 1.0 ST Arrays. RNA profiling revealed a largely new set of
differentially expressed primary response genes between the conditions acute stress and control that differed distinctly
between wild-type and knockout mice. Consequently, functional categorization and pathway analysis indicated genes related
to neuroplasticity and adaptation in wild-types whereas knockouts were characterized by impaired plasticity and genes more
related to chronic stress and pathophysiology. Our study therefore disclosed different coping styles dependent on serotonin
transporter genotype even directly after the onset of stress and accentuates the role of the serotonergic system in processing
stressors and threat in the amygdala. Moreover, several of the first wave primary response genes that we foundmight provide
promising targets for future therapeutic interventions of stress-related disorders also in humans.
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Introduction
Acute stressors such as unexpected and potentially threatening
changes of an individual’s environment usually provoke immediate
stress responses to adapt, which are accompanied by and actuating
a number of physiological processes [1]. However, the way an
individual responds to stress may vary depending on a wide range
of environmental as well as genetic factors. A promising candidate
for a further elucidation of these processes is the serotonergic
system which is strongly involved in stress response and
adaptation. A key regulator of serotonergic activity in the central
nervous system is the serotonin transporter (5-HTT) that has also
been linked to inappropriate regulation of the stress response, for
example in anxiety- and stress-related personality traits and
neuropsychiatric disorders [2,3].
The human gene encoding the 5-HTT (Slc6A4) is modulated by
a length variation of a repetitive element in its upstream regulatory
region commonly composed of either 14 (short allele) or 16 (long
allele) repeated elements [4,5,6] The short variant of the
polymorphism causes a reduction in the transcriptional efficiency
of the 5-HTT promoter, resulting in decreased 5-HTT expression
and therefore a reduced 5-HT reuptake from the synaptic cleft
into the presynaptic cell compared to the long variant [6,7]. The
low-expressing 5-HTT short variant has been implicated in higher
scores of neuroticism and is associated to a heightened trait
anxiety/dysphoria and an exaggerated response to fear as well as
environmental stress [2,8,9,10]. The evidence of a connection
between mood disorders and genetic variation of the 5-HTT led to
the generation of 5-HTT knockout mice with a targeted
inactivation of 5-HTT function [11]. This genetic modification
led to the identification of fundamental phenotypic changes,
ranging from increased anxiety- and depression-related behaviors,
gene expression differences to altered dendritic morphology
(reviewed by [12]). Further, a growing literature indicates altered
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stress reactivity and impaired abilities to cope with or adapt to
stress in 5-HTT knockout mice [13,14], involving also differences
in gene expression [15,16].
Within the central nervous system, 5-HT nerve terminals are
particularly present in stress-related brain regions like amygdala,
hippocampus, striatum and cortex [17]. Of these, the amygdala is
one of the core systems driving emotional processes and vigilance
by evaluating the significance of a stressor and triggering the most
adequate emotional response based upon previous experiences as
well as upon genetic predispositions [18]. A strong link exists
between altered amygdala function and psychopathology, e.g.
association of the short 5-HTT variant with a relative exagger-
ation in the response of the amygdala to anxiety-provoking or
stress-related stimuli [3,18,19,20,21,22]. Further, changes in gene
expression accompanying stress reactivity and coping also affect
the amygdala, both after acute stress [23,24,25,26] as well as after
chronic stress [27,28]. However, nothing is known about rapid
changes in amygdala gene expression following immediately after
an acute stressor in case of individuals with an imbalanced
serotonergic system that are prone to inappropriate stress
response. We hypothesized basal differences in anxiety-related
behavior of mice as previously described between 5-HTT
genotypes [13,29] and differences in mRNA profiles that are
dependent on the condition (acutely stressed vs. control) and the
genotype (5-HTT knockout vs. wild-type). Such differences
between the genotypes in their first wave response might prove
to be extremely valuable for explaining genotype-dependent
differences in coping with stress.
The present study thus aimed to explore immediate changes in
genome-wide amygdala mRNA profiles in response to an acute
stressor using the 5-HTT knockout mouse model. We observed
basal differences in anxiety-related behavior as well as differing
transcriptomes between acutely stressed compared to control mice
already a few minutes after the stressor together with differences
depending on 5-HTT genotype reflecting 5-HTT level-based
changes in emotion processing and stress coping.
Methods
Animals and Housing Conditions
5-HTT knockout mice were generated on a C57BL/6J
background [11]. Initially a total of 16 knockout (2/2, KO)
and 14 wild-type (+/+, WT) male mice, descendants from
heterozygous parents from the internal stock bred at the
University of Muenster, were included for behavioral analysis.
Sample sizes were reduced for hormonal analysis (see below)
and further cut down for microarray analysis. Genotypes were
identified by gel electrophoresis of DNA-fragments of either
225 bp (WT) or 272 bp (KO) [11]. Testing animals were weaned
at 21 days of age and maintained in sibling groups of 3 to 5
male mice until they were transferred to single housing at an
age of 5 months, 2 months prior to behavioral testing. The
housing room was maintained at a 12 h light/dark cycle (lights
on at 8.00 h) at a temperature of 2263uC.
The presented work complies with current regulations
covering animal experimentation in Germany and experiments
were approved by the competent local authority, North Rhine-
Westphalia State Agency for Nature, Environment and Con-
sumer Protection (LANUV NRW, Permit number: 8.87–
50.10.46.08.090), and all efforts were made to minimize
suffering.
Elevated Plus-maze Test (EPM)
At the age of 7 months 614 days the mice were tested in the
EPM. The plus shaped apparatus was elevated 50 cm above the
ground and illuminated by an overhead bulb (200 lux in the center
of the EPM). The maze comprised four arms (5 cm630 cm)
extending from a central platform (5 cm65 cm), two opposing
arms were enclosed with 20 cm high walls and the other two
opposing arms were unshielded. The mice were placed for 1 min
in an empty cage prior to testing to assure comparable amounts of
arousal. Each mouse was placed on the central platform facing a
shielded arm and was then allowed to freely explore the apparatus
for 10 min. The movements of the animals were recorded by a
digital tracking system (www.phenotyping.com/digital.html) as-
sessing path-length, arm entries and time spent within the arms.
Statistics were calculated using the R software package v2.15.0
(www.r-project.org). Deviation from normal distribution was
analyzed by one-sample Kolmogorov–Smirnov test and in
addition Levene’s test for homogeneity of variance was calculated.
As a consequence behavioral data were analyzed using the non-
parametric unpaired Wilcoxon exact rank sum test (two-sided)
since the data sets showed non-Gaussian distributions that could
not reasonably be transformed to normal distribution.
Acute Stress and Tissue Sampling
Two weeks after testing in the EPM, mice were subjected to two
different conditions, either acute stress or control condition.
Groups sizes were KO: nacute stress = ncontrol = 8, WT: nacute stress = 8,
ncontrol = 6. Sampling was conducted in a standardized way within
9 min involving four experimenters who were coordinated with
the help of an in-house developed software that prompted every
single step of the time-critical procedure ("Talkative Timer", www.
phenotyping.com/talktimer.html, available on demand). The
protocol started with an experimenter entering the housing room
and transferring the cage of the experimental animal to an
adjacent room where half of the mice were left untouched in their
cages for 1 min (control) and the other half was placed into a
bucket filled with water (,21uC) for 1 min (acute stress).
Afterwards all mice were anaesthetized by isoflurane for 40 sec,
weighed, and decapitated exactly 160 sec from the start of the
protocol. Trunk-blood was collected during the following 40 sec
using heparinized capillaries, centrifuged (5 min at 148006g) and
plasma was stored at 220uC for later evaluation. The brain of
each mouse was dissected from the skull within 105 sec, starting
175 sec after the first step of the procedure. It was placed into ice
cold (4uC) artificial cerebrospinal fluid (124 mM NaCl, 4 mM
KCl, 1 mM CaCl2, 1.24 mM NaH2PO4, 1.3 mM MgSO4,
26 mM NaHCO3, 10 mM glucose; pH 7.4) for 60 sec prior to
dissection of both amygdalae within 90 sec.
Homogenization of the amygdalae started after 430 sec from
the protocol start by comminuting tissue in 1.5 ml eppendorf tubes
using low volume filter tips (Type J, Sarstedt). After 60 sec 100 ml
2X Nucleic Acid Purification Lysis Solution (Applied Biosystems
by Life Technologies) was added to further homogenize and
effectively lyse tissue for 50 sec. Within this time cellular reactions
were stopped, particularly all RNases were immediately inactivat-
ed and all RNAs precipitated to prevent degradation. Altogether
540 sec after the start of the protocol the procedure was finished
and the samples were stored at 220uC for later RNA extraction.
Corticosterone Assay
Plasma corticosterone concentrations were determined by
enzyme linked immunosorbent assay (EIA, DE4164, Demeditec
Diagnostics GmbH, Kiel, Germany) according to the manufac-
turer’s recommendations. All standards, samples, and controls
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were run in duplicate concurrently. The intra- and inter-assay
coefficients of variation were 3.3% and 6.0%, respectively.
Corticosterone titers were analyzed using the R software package
(see above) by an ANOVA in a two by two factorial design with
genotype and treatment as between subject factors.
Microarray Analysis and Bioinformatics
Total RNA was extracted from the amygdala samples using the
ABI 6100 Nucleic Acid PrepStation with Total RNA Chemistry
according to the manufacturer’s instructions (Applied Biosystems)
including preceding Proteinase K digestion (0.4 mg/sample at
RT). RNA concentrations were calculated by measurement of
260/280 nm absorbance (Eppendorf BioPhotometer; RNA pro-
gram): Samples below 30 ng/ml were concentrated by Microcon
centrifugal filter devices (YM-3) as recommended by the manu-
facturer (Millipore). RNA quantity and quality were additionally
determined using Agilent Bioanalyzer 2100 with Eukaryote Total
RNA Nano Chip Assays and 2100 Expert software version
B.02.06 (all Agilent Technologies). RNA quantity and quality
threshold was set to 30 ng/ml and RNA Integrity Number
(RIN) = 8. Altogether 20 samples were chosen (5 biological
replicates per genotype and condition) fitting these recommenda-
tions with averaged concentration of 60 ng/ml (range 30–84) and
RIN of 9.13 (range 8.2–9.7). Three ml per RNA sample were used
for subsequent gene expression analysis of 28853 genes using
GeneChip Mouse Gene 1.0 ST Arrays (Affymetrix, MoGene-1_0-
st). The 20 microarray datasets (CEL files) were analyzed with
ArrayAssist Software (Stratagene/Agilent). ExonRMA algorithm
was used for summarization and normalization. After that data
was variance stabilized, transformed on logarithmic scale and
quality control was performed. All microarray data in this
publication are MIAME compliant, have been deposited in
NCBI’s Gene Expression Omnibus [30] and are accessible
through GEO Series accession number GSE40393 (http://www.
ncbi.nlm.nih.gov/geo/query/acc.cgi?acc = GSE40393). Differen-
tially expressed genes were ascertained by unpaired t-tests in the
four genotype by condition groups resulting in four different
comparisons. Within the genotypes the conditions acute stress
(stress) versus control (con) were compared: KO stress vs. con and WT
stress vs. con. Further, genotype comparisons were performed
within the control condition (con KO vs. WT) as well as within the
acute stress condition (stress KO vs. WT). A correction for false
discovery rate was not applied because this proved overly stringent
given the high number of genes that were included and therefore
was likely to produce false negative results. Instead, we applied a
combined criterion for true positive expression differences of a fold
difference .1.5 and a P-value ,0.05.
Gene functional annotation and enrichment analyses were
performed using the web-based tool DAVID Bioinformatics
Resources 6.7 (Database for Annotation, Visualization and
Integrated Discovery v6.7; http://david.abcc.ncifcrf.gov/home.
jsp [31,32]). More specifically, own gene lists of group comparisons
KO stress vs. con, WT stress vs. con, con KO vs. WT, and stress KO vs.
WT with gene fold differences .1.5 and P-values ,0.05 were
uploaded and submitted to DAVID together with identifier
Affymetrix_exon_gene_ID and pre-built Affymetrix Exon Back-
ground (MoGene-1_0-st-v1). For identification of groups with
similar biological meaning that are enriched in own gene lists
compared to the background, data were analyzed with Functional
Annotation Clustering using default setting (medium) for classifi-
cation stringency. Results were narrowed down on significant
annotation clusters with Group Enrichment Scores $1.3, EASE
scores (P-values) for individual term members #0.05, and fold
enrichment $1.5, as well as low family-wise false discovery rates
(Benjamini multiple testing correction P-values #0.15). In
addition, exploratory pathway analyses were performed with
own gene lists of group comparisons using the Kyoto Encyclopedia
of Genes and Genomes (KEGG) database implemented in
DAVID.
The validity of the microarray results was subsequently tested
via commercial quantitative real-time Taqman PCR assays for
several candidate genes: one or two validated genes (no pseudo or
predicted genes) with fold changes .1.75 per group comparison
representing different annotation clusters and pathways, respec-
tively, and Gapdh as endogenous control. PCRs were set
according to the manufacturer’s instructions (Applied Biosystems)
on a Tecan Freedom EVO 150 and relative quantification was




General activity in the EPM measured as total number of arm
entries and path length differed between WT and KO mice with
the latter being less active (Wilcoxon Test, path length: W = 20,
P,0.0001, Fig. 1a; total arm entries: W = 31, P = 0.0008).
Consequently, anxiety-related measures of number of open arm
entries and time spent in open arms of the EPM were calculated as
percent. WT mice entered a significantly higher percentage of
open arms (Wilcoxon Test, W = 53.5, P = 0.0077) and spent
significantly more percentage of time in the open arms as KO mice
(Wilcoxon Test, W = 50, P = 0.0047, Fig. 1b).
Corticosterone
Plasma corticosterone titers (Fig. 2) were at basal levels in the
control condition in both genotype groups (mean KO: 3.8761.67
(SEM) ng/ml, mean WT: 2.5960.68 (SEM) ng/ml). Acute stress
overall led to an increase of stress hormone concentration in both
genotypes (mean KO: 8.9962.92 (SEM) ng/ml, mean WT:
4.3961.5 (SEM) ng/ml).
ANOVA revealed a trend for increased stress hormone
concentrations in mice subjected to acute stress (F1,26 = 3.21,
P = 0.085) but no effect of genotype (F1,26 = 2.36, P = 0.14) and
there was no significant interaction of genotype by stress
(F1,26 = 0.68, P = 0.42).
Microarray Analysis
Microarray analysis disclosed 80 differentially expressed genes
between the conditions acute stress and control. Most of them,
that is 77 genes, were upregulated immediately after the
stressor, only 3 genes were downregulated. Closer inspection
of the impact of acute stress vs. control in the different 5-HTT
genotype groups revealed no overlap of genes in the expression
profiles. About half of the genes were differentially expressed in
WT mice after the acute stressor (38 genes: 36 up-, 2
downregulated) and the other half in KO mice (42 genes:
41 up-, 1 downregulated). Direct comparison of both genotypes
within the acute stress condition indicated 90 genes differentially
expressed, 36 of them upregulated in WT mice and the other
54 upregulated in KO mice. In contrast, within the control
condition only slight differences appeared between both
genotypes with only 15 differentially expressed genes, 9 of
them upregulated in WT and 6 in KO mice (for detailed gene
lists concerning all group comparisons see Table S1).
5-HTT and Stress Induced Amygdala Gene Expression
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Functional Annotation Clustering and KEGG Pathway
Analysis by DAVID
In the next step the resulting microarray group gene lists were
functionally categorized using DAVID. Significant annotation
clusters were detected in the groups acute stress vs. control including
the terms neurogenesis and cation binding as well as terms like
glycoprotein, membrane, and transport (for a complete list of
clusters and enriched terms in all gene groups see Table 1). Again
closer inspection of the impact of acute stress within the different
5-HTT genotype groups revealed no overlap of clusters: the first
terms (neurogenesis, cation binding) were observed only in WT
mice and the latter terms (glycoprotein, membrane, transport) only
in KO mice. The direct genotype comparison WT vs. KO within
the stress condition revealed three clusters with the terms calcium
ion binding, cilium/cell projection, and cell projection part. Of
these, terms including ion binding (metal ion/cation/calcium
binding) were enriched in upregulated genes of WT mice, while
the other terms including cilium/axoneme/cilium part/cell
projection part were enriched in upregulated genes of KO mice
(Table 1). In contrast, no functional clusters reaching our criteria
of significance were detected in the genotype comparison WT vs.
KO within the control condition.
The different annotation clusters were represented by varying
fractions of genes ranging from only about 5–10% up to 40–60%
(overview: Table 1; details: Tables 2, 3, 4). The neurogenesis
cluster, that comprised about 10% of all genes upregulated in WT
stress vs. con, included genes like roundabout homolog 2 (Robo2),
slit homolog 3 (Slit3), and sema domain 3E (Sema3e). All these
genes were also included in the functionally highly overlapping
KEGG pathway axon guidance (Table 2; details: Table 5),
supporting the relevance of this cluster. The second cluster
detected in WTs after stress, cation binding, had marginal
enrichment score but represented about 45% of this group. It
included genes like cadherin 9 (Cdh9), Slit3, calcium binding
protein 1 (Cabp1), parvalbumin (Pvalb) and several receptors like
glutamate receptor, ionotropic, NMDA2A (Grin2a), nuclear
receptors of subfamiliy 4, group A, members 2 and 3 (Nr4a2,
Nr4a3), and ryanodine receptor 1 (Ryr1). Again similar results
were obtained from KEGG pathway analysis that revealed the
calcium signaling pathway containing genes like Grin2a and Ryr1,
however with EASE score reaching only trend significance
(Table 2, 5).
Highest enrichment scores combined with highest gene
coverage were detected in the four clusters glycoprotein, plasma
Figure 1. Elevated plus-maze test. a) Activity-related measures exemplified as the path length covered during the test. Bars represent the median
values and the dots represent the data of each individual animal. b) Anxiety-related behavior measured as the proportion of time spent in open arms.
Serotonintransporter knockout mice (5-HTT KO, n = 17) were less active and spent a lower proportion of time on open arms indicating increased
anxiety compared to wild-type (5-HTT WT, n = 14) mice. Statistics: Wilcoxon exact rank sum test: ** = P,0.01, *** = P,0.001.
doi:10.1371/journal.pone.0058880.g001
Figure 2. Corticosterone stress hormone concentration. Trunk
blood samples were taken 130 sec after the mice were either being
placed for 1 min in 21uC water (acute stress) or left untouched in the
home-cage for 1 min (control). Bars represent the mean concentration,
whiskers express SEM. An ANOVA revealed no significant effect of
genotype (F1,26 = 2.36, P = 0.14) but a trend for increased stress
hormone concentrations in mice subjected to acute stress
(F1,26 = 3.21, P = 0.085).
doi:10.1371/journal.pone.0058880.g002
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Table 1. Significant functional annotation clusters in different gene groups related to condition (acute stress or control) and 5-HTT
genotype (WT or KO) acquired by DAVID tool.
Cluster Scores Category Enrichment Term # (%) Genes P-Value
Group: WT stress vs. con (Total: 38 genes)
1 1.76 SP_PIR_KEYWORDS neurogenesis 4 (10.5) 0.003
2 1.29 GOTERM_MF_FAT GO:0043169,cation binding 17 (44.7) 0.004
GOTERM_MF_FAT GO:0043167,ion binding 17 (44.7) 0.004
Group: KO stress vs. con (Total: 42 genes)
1 6.03 SP_PIR_KEYWORDS glycoprotein 26 (61.9) 1.53E209
SP_PIR_KEYWORDS Secreted 16 (38.1) 8.70E208
UP_SEQ_FEATURE glycosylation site:N-linked (GlcNAc…) 24 (57.1) 2.18E207
SP_PIR_KEYWORDS signal 21 (50.0) 3.73E207
GOTERM_CC_FAT GO:0044421,extracellular region part 13 (31.0) 7.92E207
UP_SEQ_FEATUR signal peptide 21 (50.0) 1.91E206
GOTERM_CC_FAT GO:0005576,extracellular region 17 (40.5) 5.43E206
GOTERM_CC_FAT GO:0005615,extracellular space 10 (23.8) 8.24E206
SP_PIR_KEYWORDS disulfide bond 17 (40.5) 1.81E205
UP_SEQ_FEATURE disulfide bond 17 (40.5) 4.06E205
2 2.32 GOTERM_CC_FAT GO:0031226,intrinsic to plasma membrane 8 (19.0) 8.56E204
GOTERM_CC_FAT GO:0005887,integral to plasma membrane 7 (16.7) 0.004
GOTERM_CC_FAT GO:0005886,plasma membrane 16 (38.1) 0.011
3 2.27 UP_SEQ_FEATURE topological domain:Extracellular 15 (35.7) 2.80E204
UP_SEQ_FEATURE topological domain:Cytoplasmic 16 (38.1) 0.001
SP_PIR_KEYWORDS membrane 22 (52.4) 0.002
UP_SEQ_FEATURE transmembrane region 19 (45.2) 0.003
SP_PIR_KEYWORDS transmembrane 20 (47.6) 0.006
GOTERM_CC_FAT GO:0005886,plasma membrane 16 (38.1) 0.011
4 1.75 GOTERM_MF_FAT GO:0022803,passive transmembrane transporter activity 6 (14.3) 0.002
GOTERM_MF_FAT GO:0015267,channel activity 6 (14.3) 0.002
SP_PIR_KEYWORDS voltage-gated channel 4 (9.5) 0.003
SP_PIR_KEYWORDS ionic channel 5 (11.9) 0.004
SP_PIR_KEYWORDS transport 10 (23.8) 0.005
Group: con KO vs. WT (Total: 15 genes)
– – – – – –
Group: stress KO vs. WT (Total: 90 genes)
1 2.26 GOTERM_MF_FAT GO:0005509,calcium ion binding 11 (12.1) 7.27E204
SP_PIR_KEYWORDS calcium 10 (11.0) 8.87E204
2 2.21 GOTERM_CC_FAT GO:0005929,cilium 5 (5.5) 6.62E204
GOTERM_CC_FAT GO:0044463,cell projection part 5 (5.5) 0.002
SP_PIR_KEYWORDS cilium 4 (4.4) 0.002
GOTERM_CC_FAT GO:0044441,cilium part 3 (3.3) 0.006
GOTERM_CC_FAT GO:0042995,cell projection 7 (7.7) 0.007
3 1.35 GOTERM_CC_FAT GO:0044463,cell projection part 5 (5.5) 0.002
Group: stress KO vs. WT, upregulated in KO (Total: 54 genes)
1 1.82 GOTERM_CC_FAT GO:0005929,cilium 5 (9.3) 1.64E204
SP_PIR_KEYWORDS cilium 4 (7.4) 7.47E204
GOTERM_CC_FAT GO:0005930,axoneme 3 (5.6) 0.003
GOTERM_CC_FAT GO:0044441,cilium part 3 (5.6) 0.003
GOTERM_CC_FAT GO:0044463,cell projection part 4 (7.4) 0.005
Group: stress KO vs. WT, upregulated in WT (Total: 36 genes)
1 2.55 GOTERM_MF_FAT GO:0046872,metal ion binding 11 (29.7) 5.44E204
5-HTT and Stress Induced Amygdala Gene Expression
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membrane, membrane, and transport in KO mice after acute stress
(KO stress vs. con), comprising on average 35% of all genes in this
group (10–62% in single enrichment terms; Table 1). At the same
time a great overlap existed between these four clusters with about
two third of genes included in at least two different clusters (23 of
36 genes) and nearly half of the genes in at least three different
clusters (16 of 36 genes; Table 3). Examples of genes in this
category were transthyretin (Ttr), klotho (Kl), annexin A1 (Anxa1),
angiotensin I converting enzyme 1 (Ace), as well as different
channels and receptors like chloride intracellular channel 6 (Clic6),
leptin receptor (Lepr) or prolactin receptor (Prlr).
In the direct 5-HTT genotype comparison after acute stress,
stress KO vs. WT, a lower gene coverage of clusters was detected (3–
12% in single enrichment terms; Table 1). The first cluster calcium
ion binding represented genes like Anxa1, Cdh9, Cabp1, Pvalb,
and S100 calcium binding protein A11 (S100a11). The greatly
overlapping second and third clusters cilium and cell projection
part represented genes, like dynein, axonemal, heavy chain 3
(Dnahc3), radial spoke head 4 homolog A (Rsph4a), Anxa1,
Grin2a and Pvalb (Table 4). Of these, genes of the cluster cilium
like Dnahc3, Rsph4a, or Anxa1 were upregulated in KO mice
while genes of the cluster cation binding/calcium ion binding like
Grin2a, Cdh9, Cabp1, or Pvalb were upregulated in WT mice
(Table 4). Pathway analysis slightly supported these results
disclosing two highly overlapping KEGG pathways, neuroactive
ligand-receptor interaction and calcium signaling pathway, that
comprised the genes adrenergic receptor alpha 2a (Adra2a),
arginine vasopressin receptor 1A (Avpr1a), cholinergic receptor,
muscarinic 1, CNS (Chrm1) and Grin2a (Table 5). The first two,
Adra2a and Avpr1a, were found upregulated in KO mice, the
latter two, Chrm1 and Grin2a in WT mice after the acute stress.
Table 2. Genes included in functional annotation clusters in gene group of 5-HTT WT mice in conditions acute stress vs. control as
acquired by DAVID tool.
Cluster Transcript Gene Title Symbol FC1 Effect P-Value
neurogenesis 10440344 roundabout homolog 2 (Drosophila) Robo2 1.79 up 0.014
neurogenesis 10519747 sema domain, immunoglobulin domain (Ig), short basic domain,
secreted
Sema3e 1.77 up 0.025
neurogenesis 10481349 netrin G2///RIKEN cDNA 6530402F18 gene Ntng2 1.7 up 0.003
neurogenesis, cation
binding
10375175 slit homolog 3 (Drosophila) Slit3 1.57 up 0.012
cation binding 10586591 carbonic anyhydrase 12 Car12 2.88 up 0.032
cation binding 10523483 PR domain containing 8 Prdm8 2.25 up 0.047
cation binding 10485745 anoctamin 3 Ano3 2.09 up 0.006
cation binding 10423230 cadherin 9 Cdh9 2.07 up 0.004
cation binding 10504838 nuclear receptor subfamily 4, group A, member 3 Nr4a3 2.06 up 0.020
cation binding 10556381 microtubule associated monoxygenase, calponin and LIM domain
containing 2
Mical2 1.81 up 0.033
cation binding 10437629 glutamate receptor, ionotropic, NMDA2A (epsilon 1) Grin2a 1.8 up 0.038
cation binding 10482772 nuclear receptor subfamily 4, group A, member 2 Nr4a2 1.73 up 0.039
cation binding 10548940 LIM domain only 3 Lmo3 1.7 up 0.002
cation binding 10532956 calcium binding protein 1 Cabp1 1.59 up 0.023
cation binding 10561561 ryanodine receptor 1, skeletal muscle Ryr1 1.58 up 0.019
cation binding 10526038 matrix metallopeptidase 17 Mmp17 1.55 up 0.032
cation binding 10554819 malic enzyme 3, NADP(+)-dependent, mitochondrial Me3 1.51 up 0.029
cation binding 10364792 polo-like kinase 5 (Drosophila) Plk5 1.51 up 0.023
cation binding 10416800 LIM domain only 7 Lmo7 1.51 up 0.005
cation binding 10533751 phosphatidylinositol transfer protein, membrane-associated 2 Pitpnm2 1.51 up 0.027
1Abbreviation: FC, fold change.
doi:10.1371/journal.pone.0058880.t002
Table 1. Cont.
Cluster Scores Category Enrichment Term # (%) Genes P-Value
GOTERM_MF_FAT GO:0043169,cation binding 11 (29.7) 5.90E204
GOTERM_MF_FAT GO:0043167,ion binding 11 (29.7) 6.59E204
SP_PIR_KEYWORDS calcium 5 (13.5) 0.002
GOTERM_MF_FAT GO:0005509,calcium ion binding 5 (13.5) 0.008
doi:10.1371/journal.pone.0058880.t001
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In contrast to all these findings related to direct 5-HTT
genotype comparison after acute stress, the control condition
revealed only minor differences between the WT and KO mice (con
KO vs. WT). While no functional cluster could be identified in the
small group of only 15 differentially regulated genes (Table 1),
KEGG pathway analysis discovered the term ribosome, which
included three predicted genes or pseudogenes, respectively
(GM12618, EG668485, and ribosomal protein L26 pseudogene
Rpl26; Table 5).
Table 3. Genes included in functional annotation clusters in gene group of 5-HTT KO mice in conditions acute stress vs. control as
acquired by DAVID tool.
Cluster Transcript Gene Title Symbol FC1 Effect P-Value
glycoprotein; transport 10454192 transthyretin Ttr 5.92 up 0.024
membrane; transport 10356403 potassium inwardly-rectifying channel, subfamily J,
member 13
Kcnj13 5.82 up 0.007
glycoprotein; plasma membrane; membrane 10527870 klotho Kl 3.45 up 0.015
glycoprotein 10351224 coagulation factor V; similar to Murine coagulation
factor V
F5 2.83 up 0.016
glycoprotein 10395389 sclerostin domain containing 1 Sostdc1 2.71 up 0.028
glycoprotein; transport 10478048 lipopolysaccharide binding protein Lbp 2.38 up 0.040
membrane 10547191 transmembrane protein 72 Tmem72 2.1 up 0.033
glycoprotein 10347277 insulin-like growth factor binding protein 2 Igfbp2 2.06 up 0.032
glycoprotein 10569344 insulin-like growth factor 2 Igf2 2.05 up 0.043
glycoprotein; plasma membrane; membrane; transport 10436947 potassium voltage-gated channel, Isk-related
subfamily, gene 2
Kcne2 2.04 up 0.035
glycoprotein; plasma membrane; membrane; transport 10495712 ATP-binding cassette, sub-family A (ABC1),
member 4
Abca4 2.04 up 0.029
glycoprotein 10440091 collagen, type VIII, alpha 1 Col8a1 2.01 up 0.021
plasma membrane; membrane; transport 10436958 chloride intracellular channel 6 Clic6 1.98 up 0.003
glycoprotein; plasma membrane; membrane 10600024 G-protein-coupled receptor 50 Gpr50 1.95 up 0.050
plasma membrane; membrane 10602033 claudin 2 Cldn2 1.94 up 0.023
glycoprotein; plasma membrane; membrane 10428619 ectonucleotide pyrophosphatase/
phosphodiesterase 2
Enpp2 1.92 up 0.031
glycoprotein; membrane; transport 10362104 solute carrier family 2 (facilitated glucose
transporter), member 12
Slc2a12 1.91 up 0.016
glycoprotein; plasma membrane; membrane 10456005 CD74 antigen Cd74 1.87 up 0.021
glycoprotein; plasma membrane; membrane 10506301 leptin receptor Lepr 1.86 up 0.034
glycoprotein; plasma membrane; membrane 10450154 histocompatibility 2, class II antigen A, alpha H2-Aa 1.85 up 0.019
glycoprotein; plasma membrane; membrane 10466606 annexin A1 Anxa1 1.85 up 0.023
glycoprotein; plasma membrane; membrane 10381962 angiotensin I _raline_ne enzyme
(peptidyl-dipeptidase A) 1
Ace 1.81 up 0.016
glycoprotein; membrane 10423049 prolactin receptor Prlr 1.76 up 0.035
glycoprotein 10357870 _raline arginine-rich end leucine-rich repeat Prelp 1.69 up 0.048
glycoprotein; plasma membrane; membrane 10362896 CD24a antigen Cd24a 1.68 up 0.044
glycoprotein 10542993 paraoxonase 3 Pon3 1.66 up 0.036
plasma membrane; membrane; transport 10532839 transient receptor potential cation channel,
subfamily V, member 4
Trpv4 1.65 up 0.039
glycoprotein; plasma membrane; membrane; transport 10538459 aquaporin 1 Aqp1 1.61 up 0.040
membrane 10422728 disabled homolog 2 (Drosophila) Dab2 1.59 up 0.026
membrane 10373588 retinol dehydrogenase 5 Rdh5 1.58 up 0.015
glycoprotein 10344897 sulfatase 1 Sulf1 1.57 up 0.034
glycoprotein 10541354 alpha-2-macroglobulin A2m 1.52 up 0.048
glycoprotein; membrane 10511180 matrix-remodelling associated 8 Mxra8 1.52 up 0.006
glycoprotein; membrane 10584653 C1q and tumor necrosis factor related protein 5 C1qtnf5 1.51 up 0.028
glycoprotein 10536220 collagen, type I, alpha 2 Col1a2 1.5 up 0.034
glycoprotein; plasma membrane; membrane; transport 10366391 potassium voltage gated channel, Shaw-related
subfamily, member 2
Kcnc2 1.54 down 0.030
1Abbreviation: FC, fold change.
doi:10.1371/journal.pone.0058880.t003
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Validation of Microarray Results
For validation of the microarray results via quantitative real-
time PCR genes Robo2, Cdh9, Ace, Anxa1, and Adra2a were
chosen: Robo2 and Cdh9 as representatives of upregulation of
functional groups, neurogenesis, axon guidance, and cation
binding in WT mice after acute stress; Ace and Anxa1 as
representatives of upregulation of functional groups, glycoprotein
and membrane in KO mice after acute stress (Tables 2, 3, 5). Cdh9
and Anxa1 were also representatives of the cluster calcium ion/
cation binding and cilium in the KO vs. WT group after stress as
well as Adra2a of the pathway neuroactive ligand-receptor
interaction (Tables 4, 5). Real-time PCR data confirmed the
microarray data for all investigated genes as the direction of
regulation was always identical between Affymetrix array and
Taqman assay and resulted in similar fold change values in the
above described comparisons. However, in two comparisons the
genes Robo2 and Cdh9 did not reach significance in Taqman
analysis in the group WT stress vs. con (for detailed results of all
comparisons see supplemental Table S2).
Table 4. Genes included in functional annotation clusters in gene group of acutely stressed 5-HTT KO vs. WT mice as acquired by
DAVID tool.
Cluster Transcript Gene Title Symbol FC1 P-Value
cilium; cell projection part 10567452 dynein, axonemal, heavy chain 3 Dnahc3 2.84 0.009
cilium; cell projection part 10362472 radial spoke head 4 homolog A (Chlamydomonas) Rsph4a 1.99 0.010
calcium ion binding; cilium 10466606 annexin A1 Anxa1 1.85 0.030
calcium ion binding 10374777 epidermal growth factor-containing fibulin-like
extracellular matrix protein 1
Efemp1 1.74 0.036
calcium ion binding 10399943 RIKEN cDNA 1110049B09 gene; Cadherin-like protein
28
CDHR3 1.74 0.037
cilium; cell projection part 10362896 CD24a antigen Cd24a 1.70 0.008
calcium ion binding 10402211 fibulin 5 Fbln5 1.67 0.007
cilium; cell projection part 10494684 sperm associated antigen 17 Spag17 1.65 0.003
calcium ion binding 10457640 S100 calcium binding protein A11 (calgizzarin) S100a11 1.61 0.047
calcium ion binding 10547227 ret proto-oncogene Ret 1.59 0.006
calcium ion binding; cilium; cell projection
part
10437629 glutamate receptor, ionotropic, NMDA2A (epsilon 1) Grin2a 1.85 0.038
calcium ion binding 10423230 cadherin 9 Cdh9 1.84 0.023
calcium ion binding 10485745 anoctamin 3 Ano3 1.73 0.001
calcium ion binding 10532956 calcium binding protein 1 Cabp1 1.58 0.009
calcium ion binding; cilium 10430297 parvalbumin Pvalb 1.58 0.036
upregulated in KO:
cilium 10567452 dynein, axonemal, heavy chain 3 Dnahc3 2.84 0.009
cilium 10362472 radial spoke head 4 homolog A (Chlamydomonas) Rsph4a 1.99 0.010
cilium 10466606 annexin A1 Anxa1 1.85 0.030
cilium 10362896 CD24a antigen Cd24a 1.70 0.008
cilium 10494684 sperm associated antigen 17 Spag17 1.65 0.003
upregulated in WT:
cation binding 10437629 glutamate receptor, ionotropic, NMDA2A (epsilon 1) Grin2a 1.85 0.038
cation binding 10423230 cadherin 9 Cdh9 1.84 0.023
cation binding 10386705 ring finger protein 112 Zfp179 1.75 0.022
cation binding 10485745 anoctamin 3 Ano3 1.73 0.001
cation binding 10556381 microtubule associated monoxygenase, calponin
and LIM domain containing 2
Mical2 1.69 0.047
cation binding 10532956 calcium binding protein 1 Cabp1 1.58 0.009
cation binding 10430297 parvalbumin Pvalb 1.58 0.036
cation binding 10554819 malic enzyme 3, NADP(+)-dependent, mitochondrial Me3 1.57 0.010
cation binding 10382321 potassium inwardly-rectifying channel, subfamily J,
member 2
Kcnj2 1.54 0.019
cation binding 10416800 LIM domain only 7 Lmo7 1.51 2.0E2005
cation binding 10427389 pol polyprotein LOC280487 1.5 0.014
1Abbreviation: FC, fold change.
doi:10.1371/journal.pone.0058880.t004
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Discussion
Our study revealed that acute stress triggered immediate
changes in the amygdala mRNA profiles compared to the control
situation in mice. This is in line with an increasing number of
studies reporting expression of genes as determinants for altered
neuronal activity in the amygdala or other stress-related brain
circuits following various stressors (e.g. [23,24,33,34,35]). A main
finding of our study was, however, that even the very short period
of only minutes was sufficient for a modified gene regulation
leading to measurable changes in the genome-wide expression
profiles. This time span resembles that expected for immediate-
early or primary response genes (PRGs) that are induced within 5–
10 min of stimulation and do not require de novo protein synthesis
([36], review by [37]). PRGs are expressed in the first wave of
processes in response to stimulation and involve regulation of for
example cellular differentiation, plasticity, transcription, signaling,
metabolism, or transport [37,38]. Concordant to this, our present
gene lists also revealed axon guidance, calcium signaling,
neuroactive ligand receptor interaction, neurogenesis, cation
binding, glycoprotein, membrane, cilium, cell projection part,
and transport as enriched pathways or functional clusters related
to acute stress response. PRGs are described to be immediately
followed by regulatory mechanisms involving transcriptional,
mediator-dependent or signal-induced regulation as well as
changes in chromatin architecture or microRNA down-regulation
to control the commonly transient but sometimes also sustained
PRG signaling [37]. By limiting the time span in our experiments
from the onset of stress to completed amygdala dissection and
RNA stabilization to only 9 min, assumedly most of the detected
differentially expressed genes might belong to the group of PRGs
and not to the subsequently expressed group of genes that controls
them. This is unlike other studies that prepared tissue for RNA
extraction at least half an hour after the onset of stress (e.g.
[15,24,34,35]) and therefore might disclose a mixture of transient
and sustained PRGs together with ‘‘control genes’’. Our study
hereby revealed a different and new set of PRGs involved in the
mediation of acute stress in mice. However, further studies are
needed to elucidate potentially regulatory mechanisms following
the first wave of response to the acute stressor of 1 min exposure to
water used here.
Another main finding of our study was that distinct differences
existed between mice of the used 5-HTT model (on C57BL/6J
background) in a genotype-dependent manner. Importantly, we
could confirm previously described differences in anxiety-related
behavior and activity between our WT and KO mice by means of
testing in the EPM. This underlines the functional consequences of
the gene deletion in challenging situations in the experimental
animals. In contrast, we demonstrated that basal corticosterone
titers measured under non-stressed conditions did not differ
between genotypes, indicating comparable functioning of the
hypothalamo-pituitary-adrenocortical stress axis. Corticosterone
stress hormone concentrations were expected to increase with a
delay of at least 3 min [39]. Albeit not significantly different from
basal values, we found a tendency for increased corticosterone
titers already within 160 sec related to the acute stress. Cortico-
Table 5. Genes included in KEGG pathways identified in different gene groups related to condition (acute stress or control) and 5-
HTT genotype (WT or KO) acquired by DAVID tool.
Group - KEGG pathway (relevance parameter) Transcript Gene Title Symbol FC1 Effect P-Value
WT stress vs. con - Axon guidance (Gene Count in %: 7.9; EASE score: 0.036)
10440344 roundabout homolog 2 (Drosophila) Robo2 1.79 up 0.014
10519747 sema domain, immunoglobulin domain (Ig), short
basic domain, secreted
Sema3e 1.77 up 0.025
10375175 slit homolog 3 (Drosophila) Slit3 1.57 up 0.012
WT stress vs. con - Calcium signaling pathway (Gene Count in %: 7.9; EASE score: 0.066)
10461143 cholinergic receptor, muscarinic 1, CNS Chrm1 1.87 up 0.011
10437629 glutamate receptor, ionotropic, NMDA2A (epsilon 1) Grin2a 1.8 up 0.038
10561561 ryanodine receptor 1, skeletal muscle Ryr1 1.58 up 0.019
stress KO vs. WT - Neuroactive ligand-receptor interaction (Gene Count in %: 4.4; EASE score: 0.024)
10464030 adrenergic receptor, alpha 2a Adra2a 1.91 up 0.002
10366707 arginine vasopressin receptor 1A Avpr1a 1.63 up 0.028
10437629 glutamate receptor, ionotropic, NMDA2A (epsilon 1) Grin2a 1.85 down 0.038
10461143 cholinergic receptor, muscarinic 1, CNS Chrm1 1.71 down 0.005
stress KO vs. WT - Calcium signaling pathway (Gene Count in %: 3.3; EASE score: 0.075)
10366707 arginine vasopressin receptor 1A Avpr1a 1.63 up 0.028
10437629 glutamate receptor, ionotropic, NMDA2A (epsilon 1) Grin2a 1.85 down 0.038
10461143 cholinergic receptor, muscarinic 1, CNS Chrm1 1.71 down 0.005
con KO vs. WT - Ribosome (Gene Count in %: 13.3; EASE score: 0.016)
10562320 predicted gene, ribosomal protein L21 pseudogene Gm12618 1.5 up 0.012
10466923 ribosomal protein L26///L26 pseudogene///
ENSMUSG00000063754
Rpl26 1.53 up 3.4E204
10567211 predicted gene, EG668485 EG668485 1.52 up 1.0E204
1Abbreviation: FC, fold change.
doi:10.1371/journal.pone.0058880.t005
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steroid-binding globulin may regulate availability of free floating
plasma corticosterone and thus provide a mechanism to provide
corticosterone immediate after the onset of a stressor [40]. The
highest corticosterone titers were found in stressed KO mice which
are, in accordance with increased anxiety, possibly more primed to
expect stressful situations.
In addition, different expression profiles were detected between
WT and KO mice after acute stress without any overlap in the
respective gene lists indicating different ways of stress response
dependent on 5-HTT protein level. This is consistent with an
increasing number of studies revealing altered stress response and
coping abilities in 5-HTT KO mice compared to their wild-type
counterparts (e.g., [13,14,15,16]) and also with our finding of
different anxiety-related behavior in the challenging situation of
the EPM (mentioned above). Further, in the present study different
pathways and functional clusters were detected in WT and KO
mice that are discussed in detail below.
Response to Acute Stressor in 5-HTT WT Mice
Axon guidance/neurogenesis was found enriched only in WTs
after acute stress, including members of the Slit/Robo family
(Slit3, Robo2) and the semaphorins and receptors family (Sema3e).
These candidates are assumed to play a role not only in axonal
pathfinding and neuronal migration during brain development
[41,42] but also in neuroanatomical connectivity of functional
interacting brain regions in the adult brain [43]. In addition, genes
of the functional pathways or clusters calcium signaling and
calcium/cation binding like Grin2a, Nr4a2, Nr4a3, Chrm1, Ryr1,
Cabp1, or Pvalb were upregulated in acutely stressed WTs.
Several of these genes were shown to be related to spatial memory
or memory formation (e.g., Grin2a [44], Nr4a2 [45], Ryr1 [46]).
Further the calcium signaling pathway on the whole has been
implicated in adaptive responses to synaptic activity, synaptic
plasticity, and long-lasting changes in synaptic efficacy and
memory (recent review by [47]). Rapid upregulation of all these
genes – comprising about 50% of the sum of genes differentially
regulated in our stressed WTs (20 of 38 genes) – might therefore
reflect processes that mediate adaptation to stress involving
neuroplasticity to prepare the individuals for future stressful events
also in our WT mice. This is in line with findings in C57BL/6J
mice showing an effective mobilization of plasticity genes in the
amygdala which corresponded to an active behavioral response to
repeated restraint stress [27].
Beside this group of genes several other appear noticeable, in
particular Ntng2 and Adra2a, that were both involved in stress
response, but in a somehow unexpected way. Ntng2 knockout
mice performed normally in a behavioral test battery and
indicated no sign of any overarching defects in the inner ear or
auditory nerve but did not startle to an acoustic stimulus [48].
Increased expression of Ntng2 as observed in our WTs after acute
stress in turn therefore might reflect the preparation of the
organism to an increased startle response after an acute stressor
which resembles a sensitization or increased arousal or fear. A
comparable conclusion can be drawn for Adra2a that modulates
synaptic transmission via inactivation of adenyl cyclase and
decrease of cAMP in response to catecholamines in neuronal
circuits that are correlated with stress in vivo [49]. A rapid
downregulation as observed in our stressed WTs probably reduces
these inhibitory effects, resulting in an enhanced neurotransmitter
release and therefore a more vigorous arousal or fear and stress
reaction. Both candidates therefore seem to strengthen or prolong
the response to the acute stressor which might reflect an adaptive
way adopted by the WTs that might be related with or even
necessary for upregulation and mobilization of genes needed for
plasticity. Support for this hypothesis comes from studies
demonstrating gene expression opposite to that observed in our
WT mice only in conjunction with pathophysiology: decreased
Ntng2 mRNA expression in schizophrenia and bipolar disorder
[50] and increased Adra2a expression after chronic psychosocial
stress as trigger for depression [51]. However, future studies are
required to shed more light on this speculative aspect.
Response to Acute Stressor in 5-HTT KO Mice
In KO mice functional pathways/clusters neuroactive ligand
receptor interaction, glycoprotein, membrane, transport, cilium,
and cell projection were found enriched after acute stress,
including genes like Grin2a, Chrm1, Cabp1, Pvalb, Ttr, Kl,
Clic6, Prlr, Ace, Adra2a, and Anxa1. For the first four genes, all
involved in calcium signaling, a lack of immediate upregulation
was observed compared to stressed WT mice, leading to the
assumption of reduced calcium signaling processes. Thereby KO
mice might have a reduced ability to adapt to a stressor via
neuroplasticity processes as it was supposed above for WTs
[44,47]. Alteration or dysfunction of processes involving plasticity
and learning to cope with similar situations in the future might be
related to maladaptive reactions and the transition to pathological
emotion processing as reviewed recently [52,53,54]. This might be
reflected by our data in two ways. First, several of the genes we
identified as rapidly upregulated in acutely stressed KOs are
concordant to genes upregulated in chronically stressed mice, e.g.
Adra2a as mentioned above [51]. Ttr, the top hit in our KO gene
list with nearly six-fold upregulation is also the top hit in another
study with six-fold upregulation after chronic stress in high
analgesia (HA) vs. low analgesia mice [55]. Also Kl, Clic6, Prlr,
and sclerostin domain containing 1 could be identified as similarly
upregulated between the chronically stressed HA mice [55] and
our acutely stressed KO mice. 5-HTT KO mice therefore appear to
react already to an acute stressor in a comparable manner as HA
mice react to chronic stress whereas no such overlap could be
identified with our WT mice.
Ttr, a thyroid hormone-binding protein and carrier of thyroxin
and retinol, was also demonstrated as top hit of amygdala genes
upregulated after stress and fear in fear conditioning experiments
in mice [56] and after chronic NMDA receptor antagonist
treatment as model for schizophrenia in rats [57]. Thus, second,
several of the genes we detected in stressed KO mice might indicate
a possible connection with stress-related mental disorders in
humans, such as anxiety disorders, depression, or schizophrenia.
Indeed, polymorphisms in the Ace gene, which encodes a protein
effecting blood pressure, cardiovascular and respiratory function,
were shown associated with syndromal panic attacks [58] and
elevated serum Ace activity and major depression [59]. Adra2a
was found associated with HPA axis overdrive [60], symptoms of
autonomic, sympathetic dysfunction [61], and its overexpression
to be related with depression and suicidal events (review by [62])
and to be downregulated by antidepressant drug [63]. Kl was
identified as rare risk candidate for schizophrenia [64] together
with genes such as insulin-like growth factor binding protein 2 or
ectonucleotide pyrophosphatase/phosphodiesterase 2, both upre-
gulated in a rat model for schizophrenia [57]. Anxa1, a central
player in anti-inflammatory and neuroprotective role of microglia
was identified to be more strongly expressed in Alzheimer’s disease
[65].
Taken together, upregulation of these genes seems to modify the
pathophysiology in humans as well as to impair the way of stress
response in our KO mice, in particular in combination with the
above supposed reduced ability for neuroplasticity processes. This
is in line with studies reporting indeed impaired coping abilities
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and stress adaptation in 5-HTT KO mice [13,14,15,16,66].
Fundamental for such altered processes seems the imbalanced
serotonergic system with lowered 5-HTT protein levels in our KO
mice. Whether this includes acute 5-HTT dysfunction at the time of
the stressor or instead developmental differences due to targeted
inactivation of 5-HTT function in KO mice or an intermixture of both
remains unclear. However, developmental differences resulting in
different morphology and physiology of the amygdala, e.g. altered
dendritic morphology and spine density [12,67] are most likely to also
contribute to the distinct gene expression profile detected in our
study. As described previously (review by [12]) also our EPM data
indicated KO mice as showing more basal anxiety-like behavior
compared to WT mice. Our study therefore revealed a new set of
differentially regulated genes dependent on stressor and particularly
5-HTT genotype. Several of them reflect already known marker/
candidate genes for stress-related psychiatric disorders whereas others
might serve as new potential candidate genes for e.g. anxiety
disorders, depression, or schizophrenia. Future studies however are
needed to test for such presumable relations.
Limitations
In the present study several limitations have to be considered.
First of all, no other brain regions in addition to the amygdala
were investigated that might have allowed to control the identified
effects as relatively specific to the amygdala. In fact, several of the
differentially expressed amygdala genes discussed above actually
resembled findings from other corticolimbic emotion processing
regions such as the prefrontal cortex (e.g., [55]). It is likely,
therefore, that other regions are also involved in the appraisal of
the stressor and in driving amygdala activity and gene expression,
in particular the prefrontal cortex that is functionally tightly
connected with the amygdala (e.g., [54]). However, focus on the
amygdala might have allowed identifying first PRGs even after few
minutes of acute stress response as it is described to produce the
most expression changes compared to prefrontal cortex and
hippocampus in C57BL/6J mice [27]. Further, no differentiation
was performed between amygdala subregions and nuclei such as
the basal and lateral amygdala and central amygdaloid or medial
amygdaloid nucleus, although they are known to vary in their
extrinsic and intra-amygdaloid connections and stress response
(review by [33]). We decided to merge all parts as well as
amygdalae from left and right hemisphere per mouse to gain
enough material from each individual for one microarray-based
transcriptome analysis, that is without the need to pool different
animals. However, thereby we had to accept an intermixture and
weakening of effects. In addition, although mice of both genotypes
experienced similar life time events (e.g., weaning, group-housing
prior to single housing, EPM), these events might have been
perceived differentially depending upon the genotype. Thereby
the observed differences may be primed by heightened state
anxiety in the KO mice. Nevertheless, we identified overall low
numbers of differentially regulated genes in the respective group
comparisons that were lowest in the control condition (KO vs. WT:
15 genes) and highest in the genotype comparison after acute stress
(90 genes). This might, admittedly, reflect a less optimal gene list as
supposed by Huang et al. ([31], 100–2000 genes supposed as
optimal), albeit it is in the range of other studies, e.g. Matsuoka
et al. ([57], 39 genes). It might, in contrast, also reflect the high
standardization of mice before and during the experiments and
tissue preparation, that might have reduced or filtered out some of
the ‘‘background-noise’’. Supportive for this might be that several
other aspects of our gene list indicate good quality as requested by
Huang et al. [31]: many important or marker genes were detected,
notable portions of differentially regulated genes are involved in
certain interesting biological processes, a high proportion of
enriched biology exists using DAVID analysis, and independent
quantitative real-time PCR experiments confirmed the investigat-
ed marker genes. It should be noted further, that nearly no overlap
existed in transcript profiles between our WT and KO mice,
particularly after acute stress. Complete different ways of stress
response therefore seem to be adopted dependent on 5-HTT
genotype indicating adaptation processes via activated neuroplas-
ticity in WTs and impaired plasticity but pathophysiology-related
processes in KO mice. This is in line with C57BL/6J compared to
DBA/2J mice in which stress affected almost entirely different sets
of genes including plasticity-related ones in C57BL/6J [27].
Another possibility might be that KO and WT mice experienced
the same acute stressor in different ways, for example with
distinctly higher intensity in KO mice: The slightly increased
corticosterone response in KO compared to WT mice after stress
might serve as subtle hint for this. However, future studies
identifying also the behavior during acute stress exposure as well as
faster indicators of HPA axis activity (e.g., ACTH response) are
needed to elucidate this aspect.
Conclusions
Overall, time-limited procedure and microarray-based amyg-
dala transcriptome analysis revealed a new set of genes differen-
tially expressed in the first wave response of the amygdala to an
acute stress condition in mice. Further, large differences in the
mRNA profiles were detected between 5-HTT genotypes involv-
ing neuroplasticity and adaptation in WT mice but impaired
plasticity and processes related to chronic stress and pathophys-
iology in KO mice. This indicates different coping styles dependent
upon the availability of 5-HTT protein and accentuates the role of
the serotonergic system in the different processing of stressors and
threat in the amygdala as a core system of emotion processing.
Moreover, several of the genes that we found to be differentially
expressed immediate-early after the acute stress-inducing situation
in mice might provide promising targets for future therapeutic
interventions of stress-related disorders in humans like anxiety
disorders or mood disorders.
Supporting Information
Table S1 Gene list report of differentially regulated amygdala
genes in mouse groups related to condition of acute stress or
control (stress or con) and 5-HTT genotype (WT or KO).
(DOC)
Table S2 Comparison between Array- and Taqman-based gene
expression in the genes Robo2, Cdh9, Ace, Anxa1, and Adra2a,
showing the direction of regulation (up- or down-regulated), fold
changes (FC), and P-values in the group comparisons related to




The authors thank Rebecca S. Heiming, Sabine Kruse, Kathrin Schwarte,
and Christiane Schettler for their assistance.
Author Contributions
Revised manuscript critically: CH AG SK EW EK OA VA KPL NS JD
LL. Conceived and designed the experiments: CH AG VA KPL NS JD
LL. Performed the experiments: CH AG LL. Analyzed the data: CH SK
EW EK OA LL. Contributed reagents/materials/analysis tools: CH AG
SK EW EK VA KPL NS JD LL. Wrote the paper: CH LL.
5-HTT and Stress Induced Amygdala Gene Expression
PLOS ONE | www.plosone.org 11 March 2013 | Volume 8 | Issue 3 | e58880
References
1. Joe¨ls M, Baram TZ (2009) The neuro-symphony of stress. Nat Rev Neurosci 10:
459–466.
2. Canli T, Lesch KP (2007) Long story short: the serotonin transporter in emotion
regulation and social cognition. Nat Neurosci 10: 1103–1109.
3. Caspi A, Hariri AR, Holmes A, Uher R, Moffitt TE (2010) Genetic sensitivity to
the environment: the case of the serotonin transporter gene and its implications
for studying complex diseases and traits. Am J Psychiatry 167: 509–527.
4. Heils A, Teufel A, Petri S, Stober G, Riederer P, et al. (1996) Allelic variation of
human serotonin transporter gene expression. J Neurochem 66: 2621–2624.
5. Lesch KP, Balling U, Gross J, Strauss K, Wolozin BL, et al. (1994) Organization
of the human serotonin transporter gene. J Neural Transm Gen Sect 95: 157–
162.
6. Murphy DL, Lerner A, Rudnick G, Lesch K (2004) Serotonin Transporter:
Gene, Genetic Disorders, and Pharmacogenetics. Mol Interv 4: 109–123.
7. Lesch KP, Bengel D, Heils A, Sabol SZ, Greenberg BD, et al. (1996) Association
of anxiety-related traits with a polymorphism in the serotonin transporter gene
regulatory region. Science 274: 1527–1531.
8. Lesch KP (2007) Linking emotion to the social brain. The role of the serotonin
transporter in human social behaviour. EMBO Rep 8 Spec No: S24–29.
9. Holmes A, Murphy DL, Crawley JN (2003) Abnormal behavioral phenotypes of
serotonin transporter knockout mice: Parallels with human anxiety and
depression. Biological Psychiatry 54: 953–959.
10. Stefanis NC, Mandelli L, Hatzimanolis A, Zaninotto L, Smyrnis N, et al. (2011)
Serotonin transporter gene variants and prediction of stress-induced risk for
psychological distress. Genes Brain Behav 10: 536–541.
11. Bengel D, Murphy D, Andrews A, Wichems C, Feltner D, et al. (1998) Altered
Brain Serotonin Homeostasis and Locomotor Insensitivity to 3,4-Methylene-
dioxymethamphetamine (‘‘Ecstasy’’) in Serotonin Transporter-Deficient Mice.
Mol Pharmacol 53: 649–655.
12. Murphy DL, Lesch K (2008) Targeting the murine serotonin transporter:
insights into human neurobiology. Nat Rev Neurosci 9: 85–96.
13. Carroll JC, Boyce-Rustay JM, Millstein R, Yang R, Wiedholz LM, et al. (2007)
Effects of mild early life stress on abnormal emotion-related behaviors in 5-HTT
knockout mice. Behav Genet 37: 214–222.
14. Wellman CL, Izquierdo A, Garrett JE, Martin KP, Carroll J, et al. (2007)
Impaired stress-coping and fear extinction and abnormal corticolimbic
morphology in serotonin transporter knock-out mice. J Neurosci 27: 684–691.
15. van den Hove DLA, Jakob SB, Schraut KG, Kenis G, Schmitt AG, et al. (2011)
Differential effects of prenatal stress in 5-Htt deficient mice: towards molecular
mechanisms of gene 6 environment interactions. PLoS One 6: e22715.
doi:10.1371/journal.pone.0022715.
16. Fabre V, Massart R, Rachalski A, Jennings K, Brass A, et al. (2011) Differential
gene expression in mutant mice overexpressing or deficient in the serotonin
transporter: a focus on urocortin 1. Eur Neuropsychopharmacol 21: 33–44.
17. Chaouloff F, Berton O, Morme`de P (1999) Serotonin and stress. Neuropsycho-
pharmacology 21: 28S–32S.
18. Davis M, Whalen PJ (2001) The amygdala: vigilance and emotion. Mol
Psychiatry 6: 13–34.
19. Hariri AR, Mattay VS, Tessitore A, Kolachana B, Fera F, et al. (2002) Serotonin
transporter genetic variation and the response of the human amygdala. Science
297: 400–403.
20. Bertolino A, Arciero G, Rubino V, Latorre V, De Candia M, et al. (2005)
Variation of Human Amygdala Response During Threatening Stimuli as a
Function of 59HTTLPR Genotype and Personality Style. Biol Psychiatry 57:
1517–1525.
21. Canli T, Omura K, Haas BW, Fallgatter A, Constable RT, et al. (2005) Beyond
affect: a role for genetic variation of the serotonin transporter in neural
activation during a cognitive attention task. Proc Natl Acad Sci U S A 102:
12224–12229.
22. Neumann ID, Wegener G, Homberg JR, Cohen H, Slattery DA, et al. (2011)
Animal models of depression and anxiety: What do they tell us about human
condition? Prog Neuropsychopharmacol Biol Psychiatry 35: 1357–1375.
23. Mo¨ller C, Bing O, Heilig M (1994) C-Fos Expression in the Amygdala: in Vivo
Antisense Modulation and Role in Anxiety. Cell Mol Neurobiol 14: 415–423.
24. Cullinan WE, Herman JP, Battaglia DF, Akil H, Watson SJ (1995) Pattern and
time course of immediate early gene expression in rat brain following acute
stress. Neuroscience 64: 477–505.
25. Nanda SA, Qi C, Roseboom PH, Kalin NH (2008) Predator stress induces
behavioral inhibition and amygdala somatostatin receptor 2 gene expression.
Genes Brain Behav 7: 639–648.
26. Rouwette T, Klemann K, Gaszner B, Scheffer GJ, Roubos EW, et al. (2011)
Differential responses of corticotropin-releasing factor and urocortin 1 to acute
pain stress in the rat brain. Neuroscience 183: 15–24.
27. Mozhui K, Karlsson RM, Kash TL, Ihne J, Norcross M, et al. (2010) Strain
differences in stress responsivity are associated with divergent amygdala gene
expression and glutamate-mediated neuronal excitability. J Neurosci 30: 5357–
5367.
28. Andrus BM, Blizinsky K, Vedell PT, Dennis K, Shukla PK, et al. (2012) Gene
expression patterns in the hippocampus and amygdala of endogenous depression
and chronic stress models. Mol Psychiatry 17: 49–61.
29. Holmes A, Li Q, Murphy DL, Gold E, Crawley JN (2003) Abnormal anxiety-
related behavior in serotonin transporter null mutant mice: the influence of
genetic background. Genes Brain Behav 2: 365–80.
30. Edgar R, Domrachev M, Lash AE (2002) Gene Expression Omnibus: NCBI
gene expression and hybridization array data repository. Nucleic Acids Res 30:
207–210.
31. Huang DW, Sherman BT, Lempicki RA (2009) Systematic and integrative
analysis of large gene lists using DAVID Bioinformatics Resources. Nature
Protoc 4: 44–57.
32. Huang DW, Sherman BT, Lempicki RA (2009) Bioinformatics enrichment
tools: paths toward the comprehensive functional analysis of large gene lists.
Nucleic Acids Res 37: 1–13.
33. Jankord R, Herman JP (2008) Limbic regulation of hypothalamo-pituitary-
adrenocortical function during acute and chronic stress. Ann N Y Acad Sci
1148: 64–73.
34. Johnson PL, Fitz SD, Hollis JH, Moratalla R, Lightman SL, et al. (2010)
Induction of c-Fos in ’panic/defence’-related brain circuits following brief
hypercarbic gas exposure. J Psychopharmacol 25: 26–36.
35. Herry C, Bach DR, Esposito F, Di Salle F, Perrig WJ, et al. (2007) Processing of
Temporal Unpredictability in Human and Animal Amygdala. J Neurosci 27:
5958–5966.
36. Herschman HR (1991) Primary response genes induced by growth factors and
tumor promoters. Annu. Rev. Biochem 60: 281–319.
37. Fowler T, Sen R, Roy AL (2011) Regulation of primary response genes. Mol
Cell 44: 348–360.
38. Kubik S, Miyashita T, Guzowski JF (2007) Using immediate-early genes to map
hippocampal subregional functions. Learn Mem 14: 758–770.
39. Riley V (1981) Psychoneuroendocrine influences on immunocompetence and
neoplasia. Science 212: 1100–1109.
40. Breuner CW, Lynn SE, Julian GE, Cornelius JM, Heidinger BJ, et al. (2006)
Plasma-binding globulins and acute stress response. Horm Metab Res 38: 260–
268.
41. Marillat V, Cases O, Nguyen-Ba-Charvet KT, Tessier-Lavigne M, Sotelo C, et
al. (2002) Spatiotemporal expression patterns of slit and robo genes in the rat
brain. J Comp Neurol 442: 130–155.
42. Andrews WD, Barber M, Parnavelas JG (2007) Slit-Robo interactions during
cortical development. J Anat 211: 188–198.
43. French L, Pavlidis P (2011) Relationships between Gene Expression and Brain
Wiring in the Adult Rodent Brain. PLoS Comput Biol 7: e1001049.
doi:10.1371/journal.pcbi.1001049.
44. Ali F, Meier R (2009) Primate home range and GRIN2A, a receptor gene
involved in neuronal plasticity: implications for the evolution of spatial memory.
Genes Brain Behav 8: 435–441.
45. Colo´n-Cesario WI, Martı´nez-Montemayor MM, Morales S, Fe´lix J, Cruz J, et
al. (2006) Knockdown of Nurr1 in the rat hippocampus: implications to spatial
discrimination learning and memory. Learn Mem 13: 734–744.
46. Adasme T, Haeger P, Paula-Lima AC, Espinoza I, Casas-Alarco´n MM, et al.
(2011) Involvement of ryanodine receptors in neurotrophin-induced hippocam-
pal synaptic plasticity and spatial memory formation. Proc Natl Acad Sci U S A
108: 3029–3034.
47. Bengtson CP, Bading H (2012) Nuclear calcium signaling. Adv Exp Med Biol
970: 377–405.
48. Zhang W, Rajan I, Savelieva KV, Wang CY, Vogel P, et al. (2008) Netrin-G2
and netrin-G2 ligand are both required for normal auditory responsiveness.
Genes Brain Behav 7: 385–392.
49. Savchenko VL, Boughter JD Jr (2011) Regulation of neuronal activation by
Alpha2A adrenergic receptor agonist. Neurotox Res 20: 226–239.
50. Eastwood SL, Harrison PJ (2008) Decreased mRNA expression of netrin-G1 and
netrin-G2 in the temporal lobe in schizophrenia and bipolar disorder.
Neuropsychopharmacology 33: 933–945.
51. Flu¨gge G, van Kampen M, Meyer H, Fuchs E (2003) Alpha2A and alpha2C-
adrenoceptor regulation in the brain: alpha2A changes persist after chronic
stress. Eur J Neurosci 17: 917–928.
52. Shekhar A, Truitt W, Rainnie D, Sajdyk T (2005) Role of stress, corticotrophin
releasing factor (CRF) and amygdala plasticity in chronic anxiety. Stress 8: 209–
219.
53. Roozendaal B, McEwen BS, Chattarji S (2009) Stress, memory and the
amygdala. Nat Rev Neurosci 10: 423–433.
54. Pape H, Pare D (2010) Plastic Synaptic Networks of the Amygdala for the
Acquisition, Expression, and Extinction of Conditioned Fear. Physiol Rev 90:
419–463.
55. Lisowski P, Wieczorek M, Goscik J, Juszczak GR, Stankiewicz AM, et al. (2012)
Effects of Chronic Stress on Prefrontal Cortex Transcriptome in Mice
Displaying Different Genetic Backgrounds. J Mol Neurosci: In press; DOI
10.1007/s12031-012-9850-1.
56. Stork O, Stork S, Pape H, Obata K (2001) Identification of Genes Expressed in
the Amygdala During the Formation of Fear Memory. Learn Mem 8: 209–219.
57. Matsuoka T, Tsunoda M, Sumiyoshi T, Takasaki I, Tabuchi Y, et al. (2008)
Effect of MK-801 on gene expressions in the amygdala of rats. Synapse 62: 1–7.
5-HTT and Stress Induced Amygdala Gene Expression
PLOS ONE | www.plosone.org 12 March 2013 | Volume 8 | Issue 3 | e58880
58. Erhardt A, Lucae S, Kern N, Unschuld PG, Ising M, et al. (2008) Association of
polymorphisms in the angiotensin-converting enzyme gene with syndromal
panic attacks. Mol Psychiatry 13: 242–243.
59. Firouzabadi N, Shafiei M, Bahramali E, Ebrahimi SA, Bakhshandeh H, et al.
(2012) Association of angiotensin-converting enzyme (ACE) gene polymorphism
with elevated serum ACE activity and major depression in an Iranian
population. Psychiatry Res: In press; http://dx.doi.org/10.1016/j.psychres.
2012.05.002.
60. Haefner S, Baghai TC, Schule C, Eser D, Spraul M, et al. (2008) Impact of
Gene-Gender Effects of Adrenergic Polymorphisms on Hypothalamic-Pituitary-
Adrenal Axis Activity in Depressed Patients. Neuropsychobiology 58: 154–162.
61. Comings DE, Gonzalez NS, Cheng Li SC, MacMurray J (2003) A ‘‘line item’’
approach to the identification of genes involved in polygenic behavioral
disorders: the adrenergic alpha2A (ADRA2A) gene. Am J Med
Genet B Neuropsychiatr Genet 118B: 110–114.
62. Brent D, Melhem N, Turecki G (2010) Pharmacogenomics of suicidal events.
Pharmacogenomics 11: 793–807.
63. Cottingham C, Chen Y, Jiao K, Wang Q (2011) The antidepressant desipramine
is an arrestin-biased ligand at the a(2A)-adrenergic receptor driving receptor
down-regulation in vitro and in vivo. J Biol Chem 286: 36063–36075.
64. Need AC, McEvoy JP, Gennarelli M, Heinzen EL, Ge D, et al. (2012) Exome
Sequencing Followed by Large-Scale Genotyping Suggests a Limited Role for
Moderately Rare Risk Factors of Strong Effect in Schizophrenia. Am J Hum
Genet: In press; http://dx.doi.org/10.1016/j.ajhg.2012.06.018.
65. McArthur S, Cristante E, Paterno M, Christian H, Roncaroli F, et al. (2010)
Annexin A1: a central player in the anti-inflammatory and neuroprotective role
of microglia. J Immunol 185: 6317–6328.
66. Lewejohann L, Kloke V, Heiming RS, Jansen F, Kaiser S, et al. (2010) Social
status and day-to-day behaviour of male serotonin transporter knockout mice.
Behav Brain Res 211: 220–228.
67. Nietzer SL, Bonn M, Jansen F, Heiming RS, Lewejohann L, et al. (2011)
Serotonin transporter knockout and repeated social defeat stress: impact on
neuronal morphology and plasticity in limbic brain areas. Behav Brain Res 220:
42–54.
5-HTT and Stress Induced Amygdala Gene Expression
PLOS ONE | www.plosone.org 13 March 2013 | Volume 8 | Issue 3 | e58880
